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Figure S2. Topology of ephrinB2 and ephrinA2 when Bound to EphA4
(A and B) EphrinB2 (A) and ephrinA2 (B) are shown and labelled according to standard ephrin nomenclature with secondary structure elements depicted and generated as described in Figure S1 . Figure S3 . Structure-based Sequence Alignment of Human Eph Receptor LBD and Ephrin Ligand RBD (A and B) Secondary structure elements are shown with an arrow (β-strand) and helix (α-helix) and are labelled according to standard Eph and ephrin nomenclature. Residues occluded in the receptor-ligand interfaces were determined by PDBsum (Laskowski, 2009) are highlighted by bars below the sequence. Residues participating in Eph−ephrin hydrogen bonds are highlighted by stars. Figure S4 . Test Expression of ephrinA2 Glycosylation Site Mutants in HEK 293T Cells by western blot Protein was detected by mouse anti-His antibody (PentaHis, Qiagen) and IgG-Fc specific anti-mouse horseradish peroxidase (Sigma) according to standard methods. Lanes labelled "cell" and "sup" correspond to cell debris and cell supernatant, respectively. Single mutant N42Q ephrinA2 and double mutant N42Q ephrinA2 , N174Q ephrinA2 showed no secreted expression while single mutant N174Q ephrinA2 was secreted at similar levels to the wild-type ephrinA2 construct. (B) Unrooted phylogenetic tree of the RBD of ephrin ligands. Trees were generated using the programs ClustalW (Chenna et al., 2003) , and Quicktree (Felsenstein, 1989) . All sequences shown are human unless labelled otherwise. Branches coloured blue correspond to sequences of A-class Eph and ephrin proteins, branches coloured red correspond to sequences of B-class Eph and ephrin proteins, and branches coloured lilac correspond to a selection of Eph and ephrin proteins from lower order vertebrates and invertebrates. 
